Background: Despite aggressive treatment, vascular pythiosis has a mortality rate of 40%. This 42 is due to the delay in diagnosis and lack of effective monitoring tools. To overcome this 43 drawback, serum beta-D-glucan (BG) and P. insidiosum specific antibody (Pi-Ab) were 44 examined as potential monitoring markers in vascular pythiosis. 45 Methods: A prospective cohort study of vascular pythiosis patients was carried on during 46 January 2010-July 2016. Clinical information and blood samples were collected and evaluated by 47 the BG and Pi-Ab assays. Linear mixed effect models were used to compare BG and Pi-Ab 48 levels. The in vitro susceptibility test was performed in all P. insidiosum isolates from culture 49 positive cases.
Introduction 62
Vascular pythiosis is the most common manifestation of human pythiosis caused by Serum Pi-Ab levels were monitored by the KCMH-ELISA in quadruplicate. No cross 152 reactions with other bacterial or fungal pathogens by this KCMH-ELISA were observed. 153 Microtiter plates (Polysorp ® , Nunc, Rochester, NY) were coated with 0.1 mL of 2 mg/mL PIA in 154 bicarbonate buffer, overnight at 4 o C, then washed with 1%(vol/vol) Tween20 in phosphate-155 buffered saline (1% PBS-T; PBS: 137 mM NaCl, 2.7 mM KCl,10 mM Na 2 HPO 4 and 2 mM 156 KH 2 PO 4 ) and blocked with 2% Skim milk in PBS-T, 1 h at 37 o C. After washing, total of 100 μL 157 of serum in 0.5% skim milk was added to each well, 1 h at 37 o C. Horseradish peroxidase- 
163
Optimal serum dilution for Pi-Ab assay: The optimal serum titer was defined as the titer that 164 presented the best discrimination of OD 490 value among pythiosis sera at each PIA injection 165 time-point. Pooled serum samples of five vascular cases, randomly selected from each region in 166 Thailand, were tested. Two-fold serial dilution (1:50 to 1:25,600) of those pooled sera were 167 tested by ELISA in quadruplicate. The correlation between OD 490 value and serum dilution was 168 plotted using GraphPad Prism 5 program (GraphPad Software, Inc., La Jolla, USA). 
